We have identified a novel single nucleotide polymorphism at position 2964 (G/A) in the 3Ј untranslated region of the human STAT6 gene (GeneBank Accession No. U16031). A novel PCR-RFLP method has been devised for this polymorphism using the amplification-created restriction site (ACRS) method. Allele frequencies in the UK Caucasian population were found to be 0.33 for allele A and 0.67 for allele G. Genes and Immunity (2000) 1, 349-350.
The STAT6 (signal transducer and activator of transcription) molecule plays an important role in the signalling pathway used by interleukin-4 (IL-4). 1 A specific STAT6 DNA-binding target site has been identified in the promoter of the IL-4R gene 2 which indicates that STAT6 activates IL-4R gene expression through this site. STAT6 has been identified as a key regulator of allergic disease and a potential therapeutic target for the relief of bronchial hyperresponsiveness in late-phase asthmatic responses. 3 A G/A transition polymorphism at position 2964 in the 3Ј untranslated region (GenBank Accession No. U16031) of STAT6 was identified by comparing published sequences using Clustalw software (http://www2.ebi. ac.uk/clustalw). This was also confirmed by sequencing (data not shown).
A novel PCR-RFLP (based on ACRS method) was designed to detect for this polymorphism. The primer sequences used were:
The forward primer starts at position 2943 and the reverse primer is at position 3018 (numbered according to GenBank Accession No. U16031). The PCR product length generated is 93 bp. The naturally-occurring 'C' nucleotide at 2961 was substituted by a 'G' in the forward primer (underlined) in order to introduce a recognition site for the BsaHI restriction endonuclease.
The PCR was carried out in a volume of 25 l containing 100 ng of genomic DNA, 10 KCl buffer (Bioline), 3.5 mm MgCl 2 , 0.2 mm dNTPs (Bioline), 5 pmol each primer and 1 unit of Taq DNA polymerase (Bioline) and 4 mm betaine (Sigma). The DNA was denatured at 95 for 3 min, and temperature cycling was set at 95°C for 45 s, 55°C for 45 s and 72°C for 45 s for 40 cycles, followed by a final extension at 72°C for 2 min. PCR products were electrophoresed on 3% agarose gels and visualised with ethidium bromide staining and ultraviolet illumination.
Enzyme digestion was carried out in a 15 l final volume using 4 U of BsaHI enzyme (New England Biolab) enzyme and 7 l of PCR product. The reactions were covered with paraffin oil and incubated at 37°C overnight. The digested products were visualised on 4% agarose gels stained with ethidium bromide. Individuals homozygous for the mutant allele yielded one uncut band (93 bp). The homozygous wild-type allele yielded two bands of 74 bp and 19 bp (Figure 1) .
The genotype and allele frequencies in a total of 100 healthy UK Caucasoids were: Genotype Frequency Allele Frequency AA 10% A 0.33 GA 47% G 0.67 GG 43% This polymorphism will be useful in the study of the genetics of asthma, atopy and other diseases where there is an imbalance between Th1 and Th2 arms of the immune response. Polymorphisms within the 3Ј-UTR may influence mRNA stability 4 and thus affecting the circulating levels of the protein. In vitro studies will be carried out to investigate this polymorphism and its effect on STAT6 gene expression and mRNA stability. 1 and 2) , heterozygous genotypes (A/G) (lanes 3 and 4) and homozygous wild type (G/G) (lane 5). Lane 6 is a molecular weight marker (MW).
